. Proteolysis of insulin by IDE at 37 C. Insulin (100 µM in 50 mM Tris buffer, pH 7.4) was digested by IDE using a substrate-to-enzyme molar ratio of 100:1. Quenched digests were reduced and alkylated for the unambiguous identification of products by mass spectrometry. (A) Mass spectrum of the 1-minute digest. Peaks corresponding to intact A, intact B and fragments due to the cleavage of the peptide bond between Leu A13 and Tyr A14 were detected. (B) Mass spectrum of the 3-hour digest. Peaks corresponding to intact A, intact B, and short fragments of the A and B chains were detected. (C) Mass spectrum of the 24-hour digest. No peak corresponding to intact A or intact B was observed indicating complete digestion of insulin. Table S1 . Chains and dominant fragments detected in the mass spectra of insulin digests.* * 100 µM insulin in 50 mM Tris buffer, pH 7.4, 37 C, substrate to enzyme molar ratio of 100:1 ** = Observed Mass -Theoretical Mass Table S2 . Steady-state kinetic parameters for the degradation of insulin by IDE at pH 7.4 and 37 C determined from Lineweaver-Burk plots. Table S3 . Steady-state kinetic parameters for the degradation of insulin by IDE at pH 7.4 and 37 C determined from Hanes-Woolf plots.
